Neisseria canis was isolated in pure culture from a mandibular abscess in a dog. Ultrasound 15 guided fine needle aspiration was used to obtain a sample from the abscess. Conventional 16 bacteriological examination techniques followed by 16S rRNA gene sequencing from pure 17 subculture and construction of a phylogenetic tree verified the isolate as N. canis. The 16S 18 rRNA sequence analysis revealed that a broader phylogenetic platform is needed in the part of 19 the phylogenetic tree where the canine pathogenic N. canis isolate is located. The canine 20 pathogenic isolate was found to be resistant to cephalexin and trimethoprim. 21 22
2
Case report. Neisseria canis has been shown previously to be a commensal of the oral cavity, 26 saliva, dental plaque, muzzle, nasopharynx, and throat (1, 2, and 3) of dogs and cats. Several 27 studies connected dog (1) and cat (5, 6) The sample arrived at the NSVS Routine Bacteriology and Mycology Diagnostic Services 53 laboratory within 1 h after collection and immediately examined. Gram-negative 54 polymorphonucleic cells were detected by direct examination after Gram staining. The sample 55 was inoculated on two separate 5% sheep blood agar plates (Oxoid). One plate was incubated 56 in 5% CO 2 atmosphere at 37°C for 24 h and the other plate was anaerobically incubated at 57
35°C for 48 h. In addition the sample was inoculated on a cystine lactose electrolyte-deficient 58 medium (Brocalin agar; Merck, Darmstadt, Germany) plate at 35°C for 24 h to check the 59 presence of lactose fermenting bacteria. After incubation aerobically in CO 2 enriched 60 atmosphere, 50-100 yellowish, flat topped, coalescent colonies 2-3 mm in diameter without 61 hemolytic activity were observed on blood agar. There was no growth on blood agar 62 anaerobically or on Brocalin agar. After Gram staining of single colonies, Gram-negative 63 cocci were observed, and the bacterial cells were approximately 2.5 to 3 µm in diameter. The 64 isolate was catalase (strongly) and oxidase positive, but did not produce acid from glucose, 65 maltose, fructose, sucrose, mannitol, mannose, lactose or saccharose and also did not produce 66 indole. Also, nitrate reduction and gelatinase activity was detected however nitrite reduction 67 and urease activity was absent using the API 20 NE system (BioMérieux, Marcy l'Etoile, 68 Imaging System (Bio-Rad, Hercules, CA). For sequence analysis, amplicons were purified 86 using a QIAquick PCR Purification Kit ® (Qiagen S.A., France) and sequenced by GATC 87
Laboratories (Konstanz, Germany) with V1 and V3 primers. The determined sequence (1037 88 bp) yielded a similarity score of 96% with a N. canis ATCC 14687 type strain (GenBank: 89 L06170.1) and 98% with a reference sequence (GenBank: AY426974.1) which was 90 previously isolated from human wound after a dog bite by (W. Geissdoerfer, C. Schoerner and 91 M. Roellinghoff, unpublished data). Furthermore, using the 16S rRNA gene sequences of the 92 related bacteria, a phylogenetic tree was constructed as described by (9). Sequences of 16S 93 rRNA from Moraxella strains that sometimes have been confused with Neisseria strains by 94 conventional bacteriological techniques (7), were included in the phylogenetic tree to classify 95 the strain. The result clearly shows that N. animolaris is the closest phylogenetic taxonomic 96 neighbour to the clinical canine isolate based on the 16S rDNA sequenced in this case (Figure  97 3), confirming the strain as belonging to the genus Neisseria. The phenotypical test results 98 localize the canine pathogenic isolate from the abscess of this study to the species N. canis. 99
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